
AprU 17, 1956 

Dr. Herman Kalulcar 
aationzl In8titub8 of HeaZth 
Bethesda 14, Marykind 

How go tb CM- mxtsntcr, humrl snd OOlifOrR? More preoisely, have you 
had w luok ao far with tlm galaotosa system of the Gal* strain? 

I amy have been too VW on the suggest& prokuocol for growing the 
or#anisraa l For prelfaimry pu2pose8, it would be simplest to grow tbs 
aells dimutly on a galactoss msdQun; ths following oomposition n0ul.d do 
as well as any: (per liter) galactose 2gm0, K2HPO4 7, Q$PO4 2; #a3 aitrate.SH$ 
0.5; MgSO4.7H2O 0.1;(Mi4)#Q4 1. It might be be8t to sterilize the gslaetose 
separataly as a 20# solution, si thsr by f iltratlon or autoolave as you judge 
best, ad add to the resb of t&e asdium. The cultures oan be mintained on 
ordinary nutrient war slanta, but for inoeulatidg a batch I would grow &IUIU~ 
S-8 f im t on the above msdiuer (Davis ' ) with glucose ins lmd of 
galactoae. Ths mltures shot&i be aerated vigorously, most conveniently by 
shakfng oc rotat&@. for larger batiher you my have to bubble air. They will 
grow oonrranlantly at ahost any tmtpwatum, 30-370 C. probably best. 

When the WI.+ has been suuoesduUy handled this way, then I suggest you 
run it thumqh the following mdifirrationt oroff a msa of oells on Davis' 
medium with glyuerol or aodlu~3 sucolnab a8 th8 oarbon 8ouroa. ‘2hen dilute 
the oells in DaoiB odium containiq m glymrol ani gala&m. The cells 
need be dilutednonly about 2.fold. Culture for 2 to thaws hours &! Then 
hamst and assay. %a point of this pxvwiddurs is to avert the selection 
of Ml.+ rsvsriota &iceh will oomr rarely in 80s~ of UW mtsnts. The Gal" 
stooks oamot :use #alaotose as carbon soume anyhow, 60 there is no point 
te8ting them after taying to grow them on a atriotly galactoas rtfi -dim. 
You uan ' t u8e gluaose a8 the aceressory uarbon 8ourm a8 this will& prevent 
adaptatkm to gala~tose. 

Anolhr important question that has mver been studied 18 the utirizability 
of sosw of ths intermediates by lntmt oells; of oourse, you will have to use 
oslls that have previously been adapted (1.9. expoaed) to gala&ore. 

During our vsry enjoyable visit, you mentioned somethingabout increaeQg 
the psmeability of E. co11 to 3&U ATP by exposure to BuOH. I have forgotten 
the details- can you remind m of #em, or give fm a referenue? 

Ii you have had aw problem, or if I oan be ef any help at all, pleas0 
let 1pB know. 

Yourap 


